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PURIFICATION AND DETECTION OF
ANALYTES
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APPLICATIONS
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which 1n turn, claims priority to U.S. Provisional Patent
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be related to U.S. Pat. No. 9,822,356, 1ssued on Nov. 21,
2017, U.S. Pat. No. 9,561,503, 1ssued on Feb. 7, 2017, U.S.
Pat. No. 9,518,291, 1ssued on Dec. 13, 2016, U.S. Pat. No.
9,803,237, 1ssued on Oct. 31, 2017, U.S. Pat. No. 9,415,392,
issued on Aug. 16, 2016, and US Patent Application
201603467781, published on Dec. 1, 2016, the disclosures of
all of which are incorporated herein by reference in their
entirety.
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TECHNICAL FIELD

The present disclosure relates to the detection of analytes.
More particularly, 1t relates to the purification and detection
ol analytes.

BRIEF DESCRIPTION OF DRAWINGS

The accompanying drawings, which are incorporated nto
and constitute a part of this specification, illustrate one or
more embodiments of the present disclosure and, together
with the description of example embodiments, serve to
explain the principles and implementations of the disclosure.

FIGS. 1-2 1llustrate exemplary embodiments of pierceable
membranes sealing chambers.

FIG. 3 illustrates pressure curves within multiple cham-
bers.

FI1G. 4 1llustrates an exemplary operation of a device.

FIGS. 5-10 1illustrate different views ol an exemplary
sample preparation module.

FIG. 11 illustrates exemplary data.

FIGS. 12-15 1llustrate the operation of an amplification
module.

FIG. 16 illustrates a chamber with lyophilized reagents.

FIG. 17 1llustrates a fluorescence image of an amplifica-
tion module used for the detection of a disease.

FIG. 18 illustrates data for the image of FIG. 17.

FIG. 19 illustrates the operation of the rotating section
connecting the amplification device to the sample prepara-
tion device.

FI1G. 20 illustrates an exemplary temperature profile when
heating 1s activated in a device.

FIG. 21 illustrates exemplary alternatives to the pierce-
able membranes.

FI1G. 22 1llustrates the bottom surface of the plate sealing
the top reagents to the rotating layer.

SUMMARY

In a first aspect of the disclosure, a device 1s described, the
device comprising: a plurality of chambers, each chamber of
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2

the plurality of chambers comprising a top opening, a
bottom opening, and a seal; a lid configured to: seal the

plurality of chambers by contacting the seal of each chamber
of the plurality of chambers, and upon pushing of the lid
towards the plurality of chambers, simultaneously pressurize
cach chamber of the plurality of chambers; a storage section
comprising a plurality of receptacles; and a rotating section
between the plurality of chambers and the storage section,
the rotating section comprising a solid phase column,
wherein the rotating section 1s configured to rotate to form.,
in sequence, a fluidic pathway between the solid phase
column, the bottom opening of each chamber of the plurality
of chambers, and a receptacle of the plurality of receptacles,
thereby allowing flow of a pressurized fluid from a chamber
of the plurality of chambers through the solid phase column
into a receptacle of the plurality of receptacles.

In a second aspect of the disclosure, a device 1s described,
the device comprising: a {irst plate comprising: a first fluidic
channel having a first inlet and a first plurality of outlets; and
a second fluidic channel having a second inlet and a second
plurality of outlets; and a second plate comprising a first
plurality of reaction wells and a second plurality of reaction
wells, wherein: the second plate 1s configured to rotate,
relative to the first plate, between a first position and a
second position, the first position forms a fluidic pathway
between each reaction well of the first plurality of reaction
wells and an outlet of the first plurality of outlets, and a
fluidic pathway between each reaction well of the second
plurality of reaction wells and an outlet of the second
plurality of outlets, and the second position fluidically
isolates the first plurality of reaction wells from the first
plurality of outlets, and the second plurality of reaction wells
from the second plurality of outlets.

DETAILED DESCRIPTION

The present disclosure describes an autonomous device
for managing fluid flow, biochemical reactions and purifi-
cation of nucleic acids or other target analytes. Specific
methods are described for the purification and washing of
target analytes from samples. The present disclosure also
describes devices for the extraction and purification of target
analytes, and the amplification of nucleic acid molecules
from a sample. Conventional technologies rely on centrifu-
gation for transporting liquid solutions through a solid-phase
material, for capturing the analyte, followed by wash solu-
tions and an elution builer. Centrifugation 1s not a suitable
method for portable devices that want to accomplish the
same process. The present disclosure describes methods for
performing the purification process of target analytes, such
as nucleic acids, with pressurization-based methods. There-
fore, the devices of the present disclosure acquire portability
through the use of pressure, which can be generated in
portable devices, as a substitute of centrifugation, which
requires heavier equipment and 1s therefore limited to a
laboratory environment.

Pressurization-based methods face intricate challenges
such as the difficulty of removing remnant liquid solution
from the solid-phase column eflectively, and effective meth-
ods for automating the process of subsequent pressure-based
pumping ol liquid solutions through the solid-phase column,
especially on a mimaturized, portable device format. As
known to the person of ordinary skill 1n the art, a solid-phase
column 1s a porous matrix structure that 1s used to perform,
capture and wash steps 1n the analysis of a target analyte.
Molecules bind 1n various ways to the matrix, and liquids are
able to move through the solid-phase column thanks to the
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gaps, or pores, within the matrix. The pores can have
dimensions in the range ol micrometers, e.g. a hundred
micrometers or hundreds of micrometers.

The devices of the present disclosure are able to perform
pressure-based methods due to a variety of techniques
implemented 1n the portable device. For example, a force
can be stored 1n the device, or generated 1n the field either
manually, by the application of a mechanical force by a user
(e.g. pushing on a part of the device), or automatically, by
the application of a mechanical force by a motor. The
reagents within a device can be dispensed through the stored
force, with a timed valve control.

In some embodiments, pushing on the pumping lid of the
device, either manually or by a motor, generates a “stored
force”. In other words, one or more compartments can be
pressurized by pumping the lid. The device can have mul-
tiple independently pressurized reaction chambers. Each
chamber can accommodate different sample volumes, and
have its own designated pressure profile based on diflerent
parameters (sample volume, inner diameter, outer diameter,
chamber height, seal height, pumping lid height, etc.)

Reagents may be stored using foil or blister packs, which
break at high pressures, or are pierceable by piercers on the
pumping lid. For example, the pumping lid may have a sharp
point which, when the lid 1s pushed down, will pierce the
blister pack and release the liquid. The liquid within the
blister 1s therefore free to exit the blister and enter the
device’s chamber. For example, the blister can be located
within the chamber. In other embodiments, instead of a
blister which envelops the liquid entirely, the liquid may be
contained within the chamber, with a foil on the top of the
chamber. In this case, the foi1l 1s pierced 1n a similar manner
of the blister embodiment. The foil may also be on the
bottom of the chamber, or both the top and bottom. The
blister pack 1s essentially a foil which completely surrounds
the liquid.

In some embodiments, the devices of the present disclo-
sure can mncorporate a Slip-Chip with parallel dead-end
filling. A Slip-Chip 1s a device that allows the movement of
chambers relative to each other, so that the fluid within can
be directed 1n different microtluidic pathways depending on
the progression ol the reactions to be performed. The
reaction chambers of the devices of the present disclosure
can also contain lyophilized reagents, with each chamber
having independent rehydration, and droplet compartmen-
talization. The lyophilized reagents can be rehydrated with
the same solution, without cross-over contamination. Fach
lyophilized reagent can contain different assays. For
example, the assays may comprise a loop mediated 1sother-
mal amplification (LAMP) reaction with primers targeting,
different pathogen nucleic acid (NA) sequences.

The volume of the each well, or reaction chamber, deter-
mines the specific rehydration volume. The device can also
incorporate a small dead-volume, after rehydrating reagents,
relative to the size of the well. The dead volume 1s filled with
the solution. For example, the dead volume may be less than
20% of the chamber’s volume, or <15%, <10%, <5%, <1%,
etc. In some embodiments, the dead volume 1s about 0.91 uL.
relative to a 17-ulL well (this amounts to a dead volume of
5.35%).

In some embodiments, it 1s possible to use a base station,
which 1s a second device to which the first device can be
connected. In this case, the first device houses the reagent
chambers. The sample to be analyzed is 1nserted in the first
device, where diflerent steps, such as lysis or different
washes, can be performed. The base station enables auto-
mated heating, slipping of the Slip-Chip, and rotation of the
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4

rotating layer connecting the different chambers. For
example, the base station may contain a motor that allows
rotation of the device, or pushing of the pressurizing lid. The
base station may contain a heater, 1n which case the first
device does not require a heater. The base station may be
larger than the first device, and therefore be less portable, but
still more portable than the standard equipment found 1n a
laboratory.

In some embodiments, rotation of the first device 1n one

direction locks the integrated device into the base station and
rotates the rotating layer containing different chambers and
microfluidic pathways. Rotation in the opposite direction
unlocks the mtegrated device and actuates the slip-feature of
the Slip-Chip. Automated and integrated sample preparation
and nucleic acid amplification can therefore be realized with
a system comprising a device and a base station. The first
device may comprise one or more of two components: a
sample preparation module, and an amplification module.
The sample preparation module accepts the sample to be
analyzed, and prepares 1t for amplification. For example, the
sample preparation module may purily the sample by
removing some impurities. The sample preparation module
may be operated as a stand-alone device or integrated with
the amplification module, or itegrated with the amplifica-
tion module and the base station.

The amplification module carries out amplification of
nucleic acids. The amplification module may be operated as
a stand-alone device or integrated with the sample prepara-
tion module, or integrated with the sample preparation
module and base station. The sample preparation module
may be operated manually or automatically with the base
station. The pre-pressurization and slip valving approach
described above may be used generally for a variety of fluid
handling processing including but not limited to in-vitro
diagnostics, nucleic acid amplifications, 1mmunoassays,
enrichment, antibiotic discovery, antibiotic susceptibility
testing, solid-phase extractions, bacterial capture, viral cap-
ture, cell capture, protein crystallization, organic chemistry,
catalyst discovery, purifications.

The pierceable blister foils described above can be used
for reagent storage and on-demand release of liquid
reagents. FIG. 1 illustrates an exemplary embodiment of
pierceable membranes sealing reaction chambers, with a
pressuring lid which integrates a piercing element. The same
mechamism can be used for different kinds of containers in
the device, for example containing wash builers, eluting
liqguids, or other reagents. In the example of FIG. 1, a
chamber 1n a first position (125) contains a liquid reagent
(115), sealed within the chamber by a foil (120). The
pumping lid (105) includes a piercer (107) which can pierce
the foil when the lid 1s pressed down, either manually or
automatically with a motor. The motor may be contained
within the device or i a separate, but connectable, base
station. The lid can pierce the foil and at the same time
pressurize the chamber. In other words, pushing the Iid
exerts a force on the liquid in the chamber, and the gas (e.g.
air) in the chamber, and therefore increases the pressure
within the chamber. The higher pressure can be used by the
device to move the liquids within the different reaction
chambers. An O-ring seal (110), ¢.g. made of rubber, seals
the chamber and allows pressurization. Once the lid 1s
pushed down, the pressure 1n position (130) 1s increased.
Position (135) illustrates how the liquid can exit the chamber
from the bottom opeming (140). The bottom opening may be
connected to microfluidic or mesofluidic pathways and to
other chambers. The device can be rotated to align different
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microfluidic channels, thus allowing the liquids to move
between chambers 1n a designed sequence.

FIG. 2 1llustrates a different embodiment with a piercer
that 1s longer than the length of the chamber. This type of
chamber has foils (205) on both the top and bottom, and both
toils are pierced by the same piercer 1n the lid. The chamber
works 1n a similar way as that of FIG. 1, including the use
of pressurization and O-rings.

FIG. 3 illustrates pressure curves of different chambers
within a device. The pressure data was obtained by including,
pressure gauges 1n a prototype device. However, normally a
device would not include pressure gauges as they are
generally unnecessary to the operation of the device once the
device has been properly tested and fabricated. FIG. 3
illustrates an exemplary operation of the device, with dii-
ferent steps as described 1n the following. FIG. 3 illustrates
curves that all begin at a certain pressure level, and drop
alter a certain time. Therefore, all curves have an approxi-
mately step-wise shape, dropping from their initial pressure
value to zero pressure. Each curve actually comprises three
curves as the measurements were repeated for confirmation.
For clanity, each label 1n FIG. 3 refers to each curve as a
single curve even though the three curves are visible 1n parts
of the plot. When the pressure 1s measured 1n a device
containing six reagent compartments, 1t 1s possible to moni-
tor the pressure and observe it drop when the column in the
rotating layer 1s aligned with a particular reagent reservorr.
To this end, 1t 1s possible to observe how a lysed sample, a
first wash buliler, a second wash bufler, air, a negative control
sample and an elution bufler are sequentially pumped
through the column of a rotating layer. The number and
designation of each chamber can be selected for the appli-
cation.

The lysed sample curve (305) drops from about 7.5 psi to
zero past the 15 seconds mark. The lysed sample curve plots
the pressure values within the chamber where the lysed
sample 1s mnserted. In some embodiments, the devices of the
present disclosure describe how to process a lysed sample.
The sample containing the target analyte 1s pre-processed by
lysing, and then inserted 1in an mput chamber of the devices
of the present disclosure. For example, a syringe or pipette
may be used to insert the lysed sample 1n a first chamber.

The lysed sample 1s then moved (through pressurization)
through the reaction chamber to a second chamber, such as
a waste chamber or receptacle. In other words, the 11id of the
device 1s pressed down, and the subsequence pressure
moves the lysed sample from the first chamber through the

reaction chamber to the second chamber, by forming a
microtluidic connection between the chambers. Each rota-
tion or activation of the device can connect different cham-
bers to move the liquid from one chamber to the next
chamber 1n the reaction sequence. In the next step, the wash
bufler passes through the reaction chamber into a waste
chamber. The pressure 1n the first wash chamber (310) drops
from about 8 ps1 to zero at the 120 s mark. The second wash
pressure, 1n a second wash chamber, drops from 6 psi1 to zero
at the 160 s mark.

Curve (320) plots the pressure of air 1n an optional air
chamber; the pressure drops from just below 5 psi to zero
around the 200 s mark. A negative control curve (325) shows
a pressure dropping from 2 psi to zero at the 200 s mark. An
clution curve (330) shows a pressure dropping from 4 psi to
zero past the 210 s mark. The pressures may also have
different values depending on various factors, such as the
volume of the chambers.

The chambers within the device are compartments con-
taining liquid reagents, such as, but not limited to, the liquid
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sample, wash buflers, elution builers, internal control solu-
tions, and negative control solutions. The reagents can be
stored 1n compartments that are sealed with foils to prevent
reagent evaporation. The use of pierceable blister foils for
reagent storage and on-demand release can be combined
with a rotational layer that contains a solid-phase column for
analyte-capture, as 1llustrated 1n FI1G. 4. That rotational layer
can be referred to as a “Slip-Valve”.

The Slip-Valve enables on-demand release of the liquid
reagent from a reagent chamber when the solid-phase col-
umn from the rotational layer i1s positioned underneath said
reagent chamber. One protocol that can benefit from such an
automated process 1s the purification of nucleic acids from
liquid samples. In a first step, a sample containing bacteria
or viruses that are lysed to free their nucleic acids 1s pumped
through a solid-phase column. For example, the sample can
be put 1 a lysing bufler, and the lid of a device can be
pressed down to pressurize a chamber, as described above 1n
the present disclosure. The solid-phase column can be
placed at the bottom of a chamber so that the liquid 1s forced
to go through the column.

Subsequently, the column will rotate to the next reagent
compartment, where a wash bufler 1s pumped through the
solid phase column to remove 1mpurities that were present
in the sample. In other words, the solid phase column can be
part of a rotating section which rotates (by manual or
motorized activation) to connect different chambers. The
solid phase column can be positioned underneath multiple
reagent chambers that contain different wash buflers. Thus,
different reagents can be pressurized by the lid activation,
and by rotating the section containing the solid phase
column, the column can be contacted to difterent chambers.
The diflerent reagents contained in the chambers can 1n turn
be pushed through the column to replicate in a portable
format the reactions commonly occurring in a laboratory
setting.

In a further step, the solid phase column can be positioned
underneath a reagent reservoir that contains an elution bufler
to elute the purified nucleic acids. For example, the purified
nucleic acids can be eluted in one or more chambers. In
some embodiments, these purified nucleic acids can be
analyzed, for example with nucleic acid amplification test-
ing, sequencing, nucleic acid gels, or optically, and can be
used 1n downstream processes such as nucleic acid ampli-
fication, cloning, ligation, cell-iree transcription and trans-
lation.

FIG. 4 1llustrates an exemplary design where foil-sealed
reagent chambers are combined with a pumping lid tech-
nology, for storage and pressurization of these reagents. In
panel a of FIG. 4, the reagent chamber (415) 1s sealed with
fo1l (410) on top. The pumping lid (405) i1s ready to be
pushed down. In some embodiments, the lysed sample 1s
inserted into a chamber through an opening in the lid. In
other embodiments, since the various chambers are sealed
by foils, the lid can be removed to insert the lysed sample in
the chamber, and subsequently the lid i1s inserted over the
device, to be pressed down. In some embodiments, a sepa-
rate device 1s used to lyse the sample. These lysing devices
are known to the person of ordinary skill in the art, and may
be portable. The output of these devices 1s, generally, a lysed
sample 1n a lysing liquid bufler. The sample, in the liquid
lysing buller, can be 1mnserted 1n a first chamber of the devices
of the present disclosure.

In panel b, the pumping lid 1s placed on top of the reagent
compartment and pushed down so as to create a seal ({for
example, with an O-ring situated on the outer concentric
position) with the reagent compartments. Pushing the pump-
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ing lid down pressurizes the air on top of the liquid reagents,
while breaking the foil with the piercer. In the example of
FIG. 4, all chambers are pierced and pressurized simulta-
neously (420) by a single press of the lid. Underneath the
reagent chambers there 1s a “Slip-Valve”, a section of the
device which can rotates relative to the upper part of the
device, that 1s relative to the upper chambers. The Slip-Valve
(407) seals ofl the reagent chambers and contains the solid-
phase column (430) for capturing target analytes. The Slip-
Valve can rotate and align the solid-phase column under-
neath a particular reagent chamber. For example, panel ¢
shows the column (430) underneath a first chamber, while
panel d shows the column after rotation, now underneath a
second chamber.

When the solid-phase column (430) 1s aligned with a
reagent chamber, the pressurized air in that chamber can
pump the reagent of said reservoir through the solid-phase
column, as illustrated 1n panels ¢ and d. In other words, the
pressurized chambers are sealed on the top by the lid, and on
the bottom by the rotating section (the Slip-Valve). When the
solid phase column 1s rotated underneath a pressurized
chamber, the pressure forces the liquid or gas within it to
escape through the column, thus continuing the sequence of
reactions within the column.

In panel c, the rotating section rotates (425) the column
(430) underneath the next chamber in the sequence (435).
Further rotations (440) continue until the reactions are
completed. After pumping a reagent from one reservoir
through the solid-phase column, the Slip-Valve can rotate
the column again to the next reagent chamber, as 1s 1llus-
trated 1n panel d. The pressurized air in the following
chamber can now cause the reagent 1n this reaction chamber
to be pumped through the solid-phase column. Pumping lid
technology can be combined with these foil-sealed compart-
ments and can be used to obtain pressurization of the stored
liquid 1n combination with breakage of the seal, as 1llustrated
in FIG. 4.

In some embodiments, the devices of the present disclo-
sure can comprise a sample preparation module, and an
amplification module. The sample preparation module will
be described first, 1n the following. The sample preparation
module and the amplification module can be used 1ndepen-
dently of one another, or in combination. The structure of the
modules can be configured to be compatible, for example
having slots and tabs that allow the two modules to attach to
cach other and rotate relative to each other.

The sample preparation module assembly can be realized
in different ways. In the examples described 1n the present
disclosure, the geometry of the sample preparation module
was designed in CAD and printed using a multi-material 3D
printer. The sample preparation module can comprise, in
some embodiments, several diflerent parts as in the follow-
ing: (1) a pumping hid, e.g. (105) in FIG. 1; (1) blister
piercers, e.g. (107) 1in FIG. 1; (111) a top section, or reagent
section, ¢.g. (310) in FIG. 5; (1v) a top section, e.g. (535) 1n
FIG. 5, which may support all the top chambers (540) and
seal the chambers of the reagent section, e.g. (540), with the
rotating layer (515); (v) a rotating layer, e.g. (515); (v1) a
bottom or base layer, e.g. (520), which can contain other
reaction chambers, and waste chambers to contain waste
liquids from reactions occurring in the top reagent cham-
bers; (vi1) a bottom layer section, e.g. (350), including a
plate to support the bottom chambers and seal the base layer
with the rotating layer; (vi1) a locking ring (53535) which
generates a compression force for sealing the other sections,
forming a seal between the rotating layer with the top section
plate and the rotating layer with the bottom section plate.
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The different sections can be rotated 1n sequence accord-
ing to the specified procedure, and they can be locked 1n
cach position of the sequence. The locking ring can be
unlocked to rotate the sections to the next configuration.
FIG. § illustrates an exploded view of an exemplary sample
preparation module, comprising a pumping lid and different
sections. Seals can be i1nserted between sections, for
example using rubber O-rings, to maintain separation
between sections and chambers. Several storage or waste
chambers (375) are 1llustrated. The top of section (550) 1s a
plate that seals against the rotating layer, while the bottom
of section (335) 1s also a plate which seals against the
rotating layer. The bottom plate of section (535) 1s 1llustrated
in FIG. 22. FIG. 22 illustrates how the plate has ridges
(2205) around each bottom opening of the reagent chambers
in the top section. These ridges provide a seal between the
rotating section and the top section with the reagent cham-
bers. In some embodiments, as visible 1n FIG. 22, the ridges
form two consecutive seals around several bottom openings
for the chambers.

In some embodiments, the sample preparation module can
be fabricated as in the following. The blister piercers are
aflixed to the pumping lid, and the inner cylinders of the
pumping lid are greased with high vacuum grease. An
appropriate lubricant, such as Krytox™ GPL 205 by
DuPont™ 1s added to the bottom of the top layer plate,
which 1s then atlixed to the top layer. The same procedure 1s
repeated for the bottom layer plate with the bottom layer. For
the rotating layer, silicone rubber adhesive back sheets are
punched i different diameters as needed for the specific
device, e.g. using 42 mm, 4 mm, 1.5 mm, and 3 mm
punches. These punches are to generate inlets and outlets.
The adhesive rubber sheets are laminated onto the top and
bottom faces of the rotating layer. Two silica membranes, for
example 4.4 mm thick, are layered into the column of the
rotating layer, and pressed into place with the cut tip of a
male luer sert. A thin layer of lubricant was added to the
top and bottom of the silicone sheets. For the bottom layer,
one silica membrane was placed into the outlet for the
negative control, in order to reduce the flow rate.

The rotating layer 1s first placed on top of the bottom
layer, and the top layer 1s placed on top of the rotating layer.
The rotating layer can rotate relative to the top section and
to the bottom section, and allows moving the solid phase
column (545,430) underneath different reagent chambers
(540). The rotating layer may also have another opening
(565), for example a waste opening. The bottom part may
contain chambers (573) for waste storage. For example,
there may be one waste chamber for each top chamber that
generates waste. For example, 11 a reagent 1s flown through
the solid phase column from a top chamber, the waste liquid
may flow through the column i1nto a corresponding bottom
chamber which 1s connected through a fluidic channel
formed by aligning the rotating layer accordingly, so that the
column forms a connection between the top chamber and the
bottom chamber. When the nucleic acids are eluted from the
column, they flow with the liquid into a bottom chamber
(575), for storage or alternatively through a channel for
collection or to a second module. Therefore, the bottom
chambers can be used for storage of waste or of samples.
FIG. 5 also 1llustrates an opening (580) which can be used
to 1mnsert a motor shait 11 the rotation 1s to be applied with a
motor.

FIG. 6 illustrates some parts of an exemplary sample
preparation module in more details. The tab (603) 1s con-
figured to insert into the pumping lid, as can be seen 1n FIG.
5 (570). In some embodiments, the sample preparation
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module may comprise a chamber (610) where the sample
contaiming the biomolecules of interest i1s inserted. For
example, the pre-lysed sample may be inserted with a lysis
bufler in (610). Chamber (615) may contain water for a
negative control. Chamber (620) may contain water for the
main reactions. Chamber (625) may optionally contain air to
dry the sample during processing. Chambers (630,635) may
contain wash bullers, for example for octanol. Chambers
may be sealed with foils as described 1n the present disclo-
sure. The rotating layer underneath may have one or more
openings (645) to form fluidics channels by connecting the
top chambers to the bottom chambers in other parts of the
device. A solid phase column (640) 1s used during the
sample processing, and also forms flmdic channels by con-
necting underneath different top chambers and bottom
chambers. The tab can be any locking mechanism which
holds the pumping lid in place after pressurization. The tab
prevents the user from opening the device, minimizing
exposure to potentially infectious materials and chemical
reagents.

When assembling the module, the locking ring 1s rotated
onto the assembly, which compresses the rotating layer
between the top and bottom layers, generating liquid-tight

seals. In some embodiments, the following reagents and
liquids can be used for the various reaction chambers. For
example, 700 uL of Viral DNA/RNA wash bufler (by
Zymo™) was added to the (first) wash chamber; 300 uL
octanol was added to the octanol chamber (i.e. the second
wash chamber); 300 uL nuclease-free water (NF-H20) was
added to the eluent chamber; and 300 ul. NF-H2O was
added to the negative control chamber. A 4 mil Mylar™ {oil
was laminated with a double-sided adhesive and punched
into 10 and 15 mm diameter circles. The Mylar™ foil was
attached to the top of each chamber containing liquid to form
sealing foils.

Theretfore, 1n some embodiments, the sample preparation
module may comprise a first chamber to contain a lysed
sample (e.g. 1 volume patient urine+1 volume 2xDNA/RNA
Shield by Zymo™, and 4 volumes Viral DNA/RNA butler
by Zymo™); a second chamber with a Viral wash bufler by
Zymo™; a third chamber with 1-octanol; a fourth chamber
with air; a fifth chamber with an elution lhiquid (e.g.
NF-H20); and a sixth chamber for a negative control
(NF-H20). In other embodiments, different reagents may be
used.

The following description describes an exemplary device
for purification of analytes from a sample, such as blood,
urine, plasma or serum samples. The device contains mul-
tiple reagent chambers that contain reagents needed for
purilying analytes, such as nucleic acids or proteins from the
sample. The device consists of three layers, of which the
base layer and the reagent layer are stationary, with a mobile
rotational layer in the middle. The rotational layer contains
a solid phase material for the purification of analytes, such
as silica, also referred to as a column. A fluidic seal 1s
obtained between both sides of the rotational layer and the
base layer and the reagent layer. Fluid 1s only allowed to
pump through the solid phase column of the rotational
column when said rotational column 1s positioned under-
neath a reagent reservorr.

The liquid present in the reservoirs 1s pressurized by the
pumping lid that compresses the air on top of the liquid
reagent aiter breaking the foils on top of the liquid reagent
compartments. The pumping lid pressurizes all liquid
reagents upon actuation, but the pressure generated 1s only
released when the solid phase column present in the rota-
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tional layer 1s positioned directly underneath the outlet of a
liquid reagent reservoir in the reagent layer.

When a liquid 1s pumped through the solid phase column
of the rotational layer, it 1s captured 1in a waste compartment
present 1n the base layer of the device 1t the reagent 1s to be
discarded. Alternatively, the liquid can be pumped through
to a subsequent device component, which would be the case
for eluded target analytes such as nucleic acids. The target
analytes, e.g. the nucleic acids, are then sent to a device
component where amplification of said nucleic acids will be
carried out. One or more concentric holes in the rotational
layer can be utilized for the pumping of multiple solutions
to diflerent chambers or the same chamber, such as a
negative control solution. Pressure can be pre-programmed
during the device design, for example by altering the height
of the pumping lid, the height of the seal, the height of the
chamber, the diameter of the chamber, and the volume of the
sample. Since all these factors aflect the pressure, and they
can be controlled during the device fabrication, the desired
pressure for each chamber can be controlled accordingly.

FIGS. 7-8 illustrates a multi-chamber design of a sample
preparation module, which includes a pumping lid (705), a
reagent layer (710), a rotating layer (715) with a solid-phase
column, and a base layer (720). To exemplily the device’s
operation, the device 1s shown 1n two diflerent positions 1n
FIGS. 7-8, in between which the rotating layer rotates the
solid phase column from one reagent chamber to another.
The rotational position of the rotating layer 1s the only
device component that moves, while the other device com-
ponents remain stationary. FIG. 7 illustrates an outer view of
the module (730), as well as a cross section view (725). The
cross section illustrates reagent chambers such as (735); a
solid phase column (755) aligned with chamber (735); a
bottom chamber (760) into which the liquid from chamber
(735) 1s mput after flowing through the column; other
bottom chambers and fluidic pathways (740); and a central
shaft (750) for optional connection to a motor, or to enable
the device rotation.

FI1G. 8 illustrates the module of FIG. 7, with a rotated
position. The column (805) 1s now 1n a different position
compared to that of FIG. 7. The column (810) 1s therefore
aligned with a different chamber compared to FIG. 7. FIG.
9 illustrates an exploded view of the sample preparation
module, 1llustrating different bottom chambers (905). Seals
(910) are placed around the reagent chambers, to form a seal
with the corresponding cylinders (915) in the pumping lid.
FIG. 10 illustrates a relative size comparison of an exem-
plary sample preparation module with a human hand. FIG.
11 1llustrates comparative data for a device as described 1n
the present disclosure, compared to a standard, non portable,
laboratory protocol.

FIG. 11 1illustrates the performance of a multichamber
sample preparation device that sequentially pumps a lysed
sample, wash buflers and elution bufler through a solid-
phase column. The performance of the device 1s compared
to a known standard method, a Qiagen™ RNeasy™ kit. The
samples that were analyzed were urine samples that were
spiked with a certain concentration of bacteria, Chlamydia
Trachomatis (CT) and Neisseria Gonorrhoeae (NG). Con-
centrations of NG are reported as colony-forming units per
milliliter (CFU/mL) and concentrations of CT are reported
as inclusion-forming units per milliliter (IFU/mL). Spiked
urine samples were mixed with lysis buller, and were added
to the multichamber device. After placing the pumping lid
on the device, the lysed sample, wash builers and elution
bufler were sequentially pumped through a solid-phase silica
purification column. The resulting eluates were collected in
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polymerase chain reaction (PCR) tubes and were analyzed
by digital reverse transcriptase polymerase chain reaction

(dRT-PCR). The resulting number of nbonucleic acid

(RNA) copies per bactenal cell (reported as copies/CFU)
was compared to the standard method, 1.e. a Qiagen™
RNEasy™ kit. As can be seen from FIG. 11, the device of

the present disclosure (1110) extracted at least as much
RNA/CFU as the standard laboratory kit (1105).

As described above 1n the present disclosure, a multi-
chamber sample preparation module comprises a pumping
lid used for pressurization of reagents that are contained
within the reagent layer. The reagent layer 1s composed of
multiple reagent reservoirs that can contain liquid reagents,
and includes an elastomeric seal on the outer diameter of
said reservoirs. The cylinders present 1n the pumping lid fit
over the reagent reservoirs of the reagent layer, and when the
inner cylinder walls of the pumping 1id seal with the outer
walls of the cylinders of the reagent layer, pressure 1s
generated 1n every reagent compartment. The rotating layer
contains a column for capturing analytes from a sample, and
can contain other openmings, such as for example an opening
for pumping a negative control sample. In some embodi-
ments, the reagent layer and base layer will be stationary
alter assembly, whereas the rotating layer can rotate and
place the column underneath every reagent reservoir in the
reagent layer in a sequential fashion.

In the following, an amplification module 1s described. In
some embodiments, an amplification module can be fabri-
cated using a combination of laser cutting and multi-material
3D printing. An exemplary amplification module can com-
prise 4 primary components: (1) a top plate, (11) a bottom
plate, (111) 1inner and outer pins, and (1v) mmner and outer
clamps. A layer of adhesive tape was laminated on the top
sides of both top and bottom plates. The top (e.g. 2.1 mm
thick) and bottom plates (e.g. 1.5 mm thick) were laser cut
from cast acrylic, using vector cutting to generate the
outline, wells, and outlets, and using engraving for the
channels. A laser-cut donut of 0.175 mm poly(methyl meth-
acrylate) (PMMA) was solvent bonded onto the bottom of
the bottom plate using 20% dichloroethane in ethanol, to
form the bottom of the wells. The laser-cut donut may also
be attached with an adhesive. The thin-film PMMA was held
against the bottom plate by sandwiching between 3 glass
slides on both sides, and holding the assembly together with
binder clips overnight. A thin coat of Krytox™ GPL 2035 was
applied by smearing 1t between two glass slides and stamp-
ing the top of the bottom plate. The wells were rinsed with
30 ul. NF-H2O. The approprla‘[e loop mediated 1sothermal
amplification (LAMP) mix was added to each respective
well, and bottom plates were lyophilized overnight. The
bottom side of the top plate was stamped with Krytox™
GPL 203. Discs of polypropylene hydrophobic membranes
(0.22 micro), 3 mm thick, were applied, covering the outlets
of the top plate.

Following lyophilization, the bottom plates were removed
from the lyophilizer under dry nitrogen and placed into a dry
nitrogen glove bag. Bottom and top plates were sandwiched
together, and clamps using 1nner and outer pin and clamp
sets. The assembled amplification modules were stored 1n
their slipped position, vacuum sealed under dry nitrogen in
Mylar™ bags (4 mil), and stored at -20° C.

In some embodiments, the amplification module can be
used for the amplification of nucleic acid molecules of a
target nucleic acid from an infectious disease agent, such as
bacteria or viruses. The amplification module comprises two
plates, which can be moved rotationally or linearly relative
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to each other, to connect or disconnect wells and channels.
FIGS. 12-15 illustrate an exemplary operation of the ampli-
fication module.

An amplification device comprises two plates that can be
moved relative to one another. The exemplary device has
two 1nlets (1205) for inserting liquids, and outlets (1210) for
cach reaction well (1215). In other embodiments, different
number of inlets or outlets may be used. In this example,
cach reaction well (1215) has a corresponding outlet (1210),
and 1s connected to one inlet (1205) through a fluidic
channel (1220). In this example, each of the two inlets has
its own separate channel that connects to the respective set
of reaction wells. Liquid flowing into the device fills all the
reaction wells 1n parallel. Upon shipping (rotating) of the
bottom device layer, the reaction wells are disconnected
from each other. FIG. 12 illustrates a first position where the
reaction wells are connected to the inlets through the fluidic
channels. FIG. 13 illustrates a second position where one

plate 1s rotated relative to the other, disconnecting the
reaction wells (1305) from the fluidic channels (1310). It can
be understood that one plate holds the reaction well, while
another plate holds the inlets and fluidic channels. FIG. 12
also 1llustrates tabs (1225) 1n a first position, while FIG. 13
has tabs 1n a second position (1315). In some embodiments,
these tabs can be used to stop against corresponding slots
(1320), defining the two positions. In this way, the rotation
of one plate relative to the other can be carried out precisely.
The slots can be located 1n one plate while the corresponding
tabs can be located 1n the other plate. FI1G. 12 illustrates how
the external tabs which enable the manual rotation of the
device (1230) are misaligned, while tabs (1325) are aligned;
cach tab 1s attached to a different plate.

The amplification module allows diflerent reagents to be
dried down or lyophilized into every reaction well, enabling
multiplexing. The eluted nucleic acids, for example, or other
target analytes, can be 1nserted 1n parallel 1n each reaction
well, enabling the parallel analysis of the same sample, with
different reagents. The same sample can therefore be tested,
for example, for different diseases at the same time.
Reagents that are to be lyophilized, such as enzymes, buller
salts, nucleic acid molecules (primers) and surfactants can
be pipetted or dispensed 1n every reaction well. The plate in
which these reagents are dispensed can subsequently be
lyophilized or air-dried for drying down the reagents. Sub-
sequently, the other plate of the device can be placed on top
for assembly. Each amplification module can therefore be
prepared in advance for specific purposes.

The filling of the reaction wells with the target analyte
(from the inlet to the outlets) can happen 1n a serial or
parallel fashion. FIGS. 14-15 illustrate an example for
parallel filling of a device. Multiple dyed reagents (1405)
were lyophilized inside the bottom plate of a device, fol-
lowed by assembly. Each of the reaction wells can be
prepared with a diflerent reagent. In this example, a total of
12 wells 1s shown, with 6 wells connected to one inlet and
6 wells connected to another 1nlet. In this example, s1x wells
were filled with water by dispensing 1t into one inlet, thus
rehydrating the reagents. The other six wells were addressed
by the other mlet. Hydrophobic membranes were placed on
the outlet of every well, ensuring that air can escape while
liquid cannot pass any further. The hydrophobic membranes
allow air flow while blocking water tlow, and greatly facili-
tate the filling of the reaction wells, which may otherwise
not be possible. This procedure also serves as a metering
mechanism. Upon slipping (rotating of one plate relative to
the other), the different wells are now compartmentalized, as




US 11,795,448 B2

13

illustrated 1n FIG. 15, with no observable cross-contamina-
tion between the different wells.
FIG. 16 1llustrates an exemplary cross view of a reaction

well (1605), with a bottom layer of lyophilized reagents
(1610). A liquid can be inserted from the inlet (1615),

through the fluidic channels (1620). FIG. 16 also illustrates
an outlet (1625) for the reaction well, and a dead-end
membrane (1625), permeable to air but impermeable to
water. In some embodiments, a small dead end space (1630)
can be left, and 1s meant to be filled with liquid. For
example, this dead end volume can be about 10% of the
volume of the well, 1n order to be small enough to not affect
the concentration of the reagent once rehydrated. The dead
volume facilitates filling of the well with liquids.

The device of FIGS. 15-16 was produced by laser cutting,
of acrylic (PMMA) sheets that were laminated with a
double-sided acrylic adhesive elastomeric layer (also
acrylic) of 170 vm thickness. A lubricant was applied
between both plates to assist sealing and lubrication for
movement of one plate relative to the other.

FIG. 17 1llustrates a fluorescence image from an ampli-
fication module 1n which target nucleic acids from Neisseria
(Gonorrhoeae were amplified within the module with lyo-
philized reagents 1n the reaction wells. Wells 1 and 2,
illustrated 1n FIG. 17, were wells 1n which a negative control
sample was mtroduced. Wells 3, 4 and 5 received target
nucleic acids from a 5000x dilution from an eluate that
contained purified nucleic acids from a urine sample, spiked
with 5000 colony-forming units per milliliter of urine (CFU/
mlL) of Neisseria Gonorrhoeae. Hence, the introduced elu-
ate corresponded to an equivalent amount of 1 CFU/mL.

FIG. 18 illustrates the real-time fluorescence, data after
baseline correction, corresponding to FIG. 17, showing that
amplification with the lyophilized reagents starts as soon as
12 min after the start of the amplification procedure. The
fluorescence 1image of FIG. 17 shows what the exemplary
device looks like after 20 min of amplification, resulting 1n
a distinguishable difference between the target nucleic acids
and the negative control.

As known to the person of ordinary skill in the art, the
reactions carried out 1n the devices of the present disclosure
may require, or benefit, from temperature control. A heater
can therefore be included 1n the devices described herein. A
motor may also optionally be included. For example, a
microstepping motor may be used. Other components may
comprise gears or a gear-train, and a thin film heater.
Electronic circuits can be included in the device or base
station to control the heater and motor. A geared spring may
also be incorporated in the rotation mechamsm. A Geneva
mechanism may be used for timing control. For example,
heating for standard LAMP temperatures can be 1n the range
60-73° C.; 1sothermal amplification temperatures can be
between 20 and 80° C.; standard PCR with thermocycling
can have temperatures 1n the range between 45° C. to 98° C.
FIG. 20 illustrates an exemplary temperature profile when
heating 1s activated. In some embodiments, the heater and
motor are part of the base station to which the amplification
module, or the whole device comprising the amplification
module and the sample preparation module, can be attached.

FIG. 19 1llustrates a multi-chamber design which can be
inserted 1n a driving shaft and rotated by the rotary mecha-
nism until a locking mechanism locks the rotating plates and
sections 1n place. For example, a pin and pin guide mecha-
nism can be used. Once locked the device 1s locked to the
motor, the driving shait drives the rotating layers of the
multi-chamber design. Reverse operation of the driving
shaft brings the multi-chamber design out of the enclosure,
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unlocking it for easy removal. Through rotation, slipping of
the SlipChip or amplification module can be performed.
Panel a shows the integrated devices before locking. The pin
(1910) rotates within the pin gmde (1907) in a bayonet
coupling. There 1s no activity with the slip mechanism
(1905) of the amplification module at this point, as the
device 1s being locked onto the driving shaft. Panel b shows
the integrated device in the locked position and during
operation of the rotational layer. The pin has rotated into the
guide and 1s now locked into place (1915). At this point,
further motor rotation causes the rotational layer with the
slip column to rotate within the device. Panel ¢ shows
reverse rotation for easy removal and automated slipping of
the amplification device. With a reverse slip, the pin (1920)
disengages from the guide and the amplification module slip
teature (1930) collides with block (1925) to slip the ampli-
fication module. Panel ¢ shows the tabs in the slipped
position (1930), compared to the unslipped position (1905).
The slip mechanism refers to the relative positions of the
first and second plates, connecting or 1solating the reaction
wells from the microflmidic pathways, as 1llustrated in FIGS.
14-15.

In some embodiments, the sample preparation module
and the amplification module can be connected to form a
single multi-functional device. Fluidic channels allow pas-
sage Ifrom the top chambers of the sample preparation
module, through the solid phase column, into the bottom
chambers of the sample preparation module. The purified
nucleic acids, or other target analytes, stored in the bottom
chamber of the sample preparation device, can subsequently
be inserted into the reaction wells of the amplification
module. The storage chamber in the sample preparation
module 1s connected to the inlets of the amplification
module, allowing passage of the liquids between the mod-
ules upon activation. For example the amplification module
1s rotated to align the inlet with the storage chamber,
allowing passage of the target analyte. In some embodi-
ments, a single outlet of the storage chamber can connect to
both inlets of the amplification module at the same time. In
some embodiments, the storage chamber for the target
analyte connects to one ilet of the amplification module,
while the chamber of the negative control connects to the
second 1nlet. Each of the wells of the amplification module
can test for a different disease, for example.

In some embodiments, the amplification module pro-
cesses the sample by heating, while being attached to the
base station. Subsequently, the amplification module 1s
removed from the base station and can be imaged with
fluorescence. For example, the reaction wells of the ampli-
fication module may be transparent on the bottom. For
example, the reaction wells may be covered by a thin acrylic
film which 1s transparent. A device to carry out fluorescence
imaging can then be attached to the bottom of the amplifi-
cation module. For example, a smartphone with a light
source and sensor (a fluorescence detector) may be used for
this purpose, allowing fluorescence 1maging to be carried
out in the field mstead of a laboratory setting.

In some embodiments, the wash bullers may be ethanol
and octanol, or mixtures thereof. The elution bufler may be
water. With regard to the nucleic acid extraction chemistry:
The lysis buller containing chaotropic salts such as guani-
dinium 1sothiocyanate lyses the bacteria imn the sample
thereby releases nucleic acids. The lysis bufler also deacti-
vates nucleases. The nucleic acids bind to silica column. The
wash buller, typically containing ethanol between 50-100%,
washes the silica column. For elution, typically nuclease-
free water or tris-ethylenediaminetetraacetic acid (EDTA)
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(TE bufler) 1s used to rehydrate the purified nucleic acids
from the column. In some embodiments, the piercers of the
lid have a length extending from a top end to a bottom end
of each chamber. In some embodiments, the wash bufller
liguid can be 1-octanol, or an alcohol with a chain length
greater than 5. In some embodiments, the rotating section,
the first plate, and the second plate each comprise a central
opening configured to accept a motor shaft for motorized
rotation of the rotating section, the first plate, and the second
plate. In some embodiments, the amplification module, the
device comprising the sample preparation module and the
amplification module, the base station, or an additional
device, for example attached or, or part of, a smartphone,
may comprise a fluorescence imager for measuring fluores-
cence of the reaction wells.

In some embodiments, mstead of the lid having piercers
which pierce through the foils or membranes sealing the
reagents within the chambers, it 1s possible to use other
methods for sealing and releasing the reagents, e.g. the wash
buflers. For example, pressure membranes can be used,
which burst upon a threshold pressure value. For example,
a foil or pouch may be iserted in a reagent chamber. The
pouch would entirely enclose the liquid reagent. Since the
lid forms an air seal with the chambers, 1n order to pressurize
the chambers, the 1increased pressure would be able to burst
open the pouch. In some embodiments, one or more weaker
points, or designed failure points, can be prepared in the
pouch to cause 1t to burst at those preferred failure points.
For example, the failure point may be a thinner patch in the
pouch, which would preferentially break first. The pouch
may be attached to the chamber forming an airtight connec-
tion with the chamber at specific points, 1n order to better
control how the pouch bursts and releases its content. In
other embodiments, mnstead of using membranes or pouches,
it 1s possible to use pressure-activated valves. For example,
a pressure activated valve can be inserted at the openings 1n
the top of each chamber, and the bottom of each reagent
chamber. The valve will remain close, sealing the chamber,
until a pressure value 1s reached; the pressure value will
open the valve, allowing the liquid to go through. In some
embodiments, the reagent chambers can be loaded manually,
for example with a pipette, without using foils or mem-
branes.

FIG. 21 illustrates exemplary alternatives to the pierce-
able membranes. FIG. 21 illustrates pressure activated
pouches (2105), which can form an air tight seal at diflerent
locations (2115) of the chamber. The pouches can comprise
a point (2110) designed to fail upon pressurization, and
allow the fluid within the pouch to go through. The external
seals (2130) of the chambers are also illustrated. In panel a
of FIG. 21, the airtight seals are illustrated at the bottom
opening of the chamber, while 1n panel b they are at the sides
of the chamber, and 1n panel ¢ at the top opening of the
chamber. Panel d illustrates an alternative embodiment
where the liquid (2125) within the chamber 1s contained by
the use of pressure activated valves (2120).

With regard to the rotational layer: The rotational layer
may have elastomeric surfaces on top on bottom for gener-
ating a seal with the top and bottom layers. To enhance the
seal, the top and bottom layers may have ridges around each
inlet and outlet. Alternatively, the elastomeric surface may
be on the top and bottom layers and the rndges may be on the
rotational layer.

The examples set forth above are provided to those of
ordinary skill 1n the art as a complete disclosure and descrip-
tion of how to make and use the embodiments of the
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disclosure, and are not intended to limit the scope of what
the inventor/inventors regard as their disclosure.

Modifications of the above-described modes for carrying
out the methods and systems herein disclosed that are
obvious to persons of skill in the art are intended to be within
the scope of the following claims. All patents and publica-
tions mentioned in the specification are indicative of the
levels of skill of those skilled in the art to which the
disclosure pertains. All references cited 1n this disclosure are
incorporated by reference to the same extent as 1f each
reference had been incorporated by reference 1n its entirety
individually.

It 1s to be understood that the disclosure 1s not limited to
particular methods or systems, which can, of course, vary. It
1s also to be understood that the terminology used herein 1s
for the purpose of describing particular embodiments only,
and 1s not mtended to be limiting. As used in this specifi-
cation and the appended claims, the singular forms *“a,”
“an,” and “the” include plural referents unless the content
clearly dictates otherwise. The term “plurality” includes two
or more referents unless the content clearly dictates other-
wise. Unless defined otherwise, all technical and scientific
terms used herein have the same meaning as commonly
understood by one of ordinary skill in the art to which the
disclosure pertains.

What 1s claimed 1s:

1. A device comprising:

a first plate comprising:

a first fluidic channel having a first inlet and a first
plurality of outlets; and

a second fluidic channel having a second inlet and a
second plurality of outlets; and

a second plate comprising a first plurality of reaction

wells and a second plurality of reaction wells,

wherein:

the second plate 1s configured to rotate, relative to the
first plate, between a first position and a second
position,

the first position forms a fluidic pathway between each
reaction well of the first plurality of reaction wells
and an outlet of the first plurality of outlets, and a
fluidic pathway between each reaction well of the
second plurality of reaction wells and an outlet of the
second plurality of outlets, and

the second position fluidically 1solates the first plurality
of reaction wells from the first plurality of outlets,
and the second plurality of reaction wells from the
second plurality of outlets.

2. The device of claim 1, wherein a bottom part of each
reaction well of the first plurality of reaction wells and of the
second plurality of reaction wells 1s transparent to light,
thereby allowing optical analysis of liquids within the first
plurality of reaction wells and within the second plurality of
reaction wells.

3. The device of claim 2, further comprising a heater
configured to control a temperature of the first plurality of

reaction wells and of the second plurality of reaction wells.

4. The device of claim 1, wherein each reaction well of the
first plurality of reaction wells and of the second plurality of
reaction wells comprises lyophilized reagents.

5. The device of claim 1, wherein each reaction well of the
first plurality of reaction wells and of the second plurality of
reaction wells comprises a hydrophobic membrane config-
ured to allow through passage of air.
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6. A system comprising;:

the device of claim 3; and

a fluorescence 1mager attached to a bottom part of the
device, the fluorescence 1imager configured to measure
fluorescence of the first plurality of reaction wells and
of the second plurality of reaction wells through the
bottom part of each reaction well of the first and second
plurality of reaction wells,

wherein the fluorescence 1imager comprises a light source

and a sensor comprising a fluorescence detector.
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